Background: Although harness racing is of high economic importance to the global equine industry, significant genomic resources have yet to be applied to mapping harness racing success. To identify genomic regions associated with harness racing success, the current study performs genome-wide association analyses with three racing performance traits in the Norwegian-Swedish Coldblooded Trotter using the 670 K Axiom Equine Genotyping Array.
Background
Regardless of horseracing discipline, speed, or perhaps more appropriately, unparalleled speed, is the "holy grail" of almost every horse owner, trainer, and breeder. However, speed alone does not necessarily equate to success on the racecourse. The manner in which a horse demonstrates speed is critical to its racing success [1] [2] [3] . For example, while the ability to gallop fast may result in a champion Thoroughbred (TB) or Quarter Horse (QH), the same ability in a Standardbred (SB) or Coldblooded Trotter (CT) is of little value. In SB and CT racing, horses undoubtedly require speed, but galloping, a four-beat gait, results in disqualification [1] [2] [3] . Thus, speed in these breeds must be demonstrated at trot, a contralateral two-beat gait, or pace, an ipsilateral two-beat gait [1] [2] [3] [4] . Consequently, racing success in SBs, CTs, and other harness racing breeds depends not on an individual's capacity for speed, but on an individual's capacity for speed in a specific gait.
To date, significant genomic resources have been applied in studies attempting to map speed and racing success in TBs and QHs [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] [17] [18] . While these studies have proven to be of great value for gallop racing breeds, their applicability to harness racing breeds has been limited [19] [20] [21] . In fact, a genomic study exploring locomotion pattern in Icelandic horses is arguably the most influential study to date when it comes to racing success in harness racing breeds [22] . The study discovered that a premature stop codon in the doublesex and mab-3 related transcription factor 3 (DMRT3) gene had a major effect on the pattern of locomotion in the horse, resulting in some horses possessing the ability to trot or pace at high speed without transitioning into gallop [22] . Follow-up studies were then able to demonstrate that for many harness racing breeds the DMRT3 mutation was associated with racing success (e.g. increased earned prize money) [20, [23] [24] [25] [26] . However, the mutation appears to only account for between 0 and 6.3% of the phenotypic variation in traits widely used to evaluate racing success [24, 26] . Considering that heritability estimates for some of these traits are as high as 0.38, the likelihood of other genes playing a significant role in a harness racing horse's success is high [20, 23, [27] [28] [29] [30] [31] [32] [33] [34] [35] [36] [37] [38] . Nevertheless, genome-wide association (GWA) studies with harness racing performance are lacking [23] .
Despite the fact that harness racing success is of high economic importance to the global equine industry, genome scans for performance appear to predominantly target Thoroughbreds and sport horses (e.g. Warmbloods) [4-6, 8-14, 39-41] . Most studies involving harness racing breeds tend to focus on detecting genes underlying certain conditions and diseases [42] [43] [44] [45] [46] [47] . While disease studies are undoubtedly important for improved animal well-being, a greater awareness of the genes, and by extension the underlying biological mechanisms, involved in racing success are also likely to prove highly valuable. A deeper understanding of the biology underpinning success in a racehorse ultimately can lead to more targeted medical treatments as well as a heightened awareness of the physical limitations (e.g. lack of speed at trot) some horses will inevitably possess.
Motivated by these facts, we conducted a GWA study to identify genomic regions and genes associated with harness racing success using the Norwegian-Swedish Coldblooded Trotter (NSCT). Norwegian-Swedish Coldblooded Trotters are ideally suited for GWA analyses of harness racing performance as their small population is not only likely to correspond with low within breed genetic variation, but the limited region in which NSCTs are eligible to race is also likely to reduce environmental variation. Thus, a more accurate assessment of the relationship between genomic regions and harness racing performance is achievable.
Methods

Data collection
Pedigree information and performance data on all raced and unraced NSCTs born between 1 January 2000 and 31 December 2009 were provided by the trotting associations in both Norway and Sweden (Norsk Rikstoto and Svensk Travsport). Pedigree information included horse name, horse id, date of birth, country of birth, sex, breeder, sire id, and dam id. Performance data, as of 8 February 2017, was presented per race per horse (i.e. data included individual race records with each record corresponding to a given horse's specific performance in the race). This data included non-competitive premie and qualification races, with each record containing information on horse id, race date, race track, race type, race distance, trainer, owner, driver, finish position, prize money earned, gallop status, and average km time [48, 49] .
Sample acquisition
In order to reflect the raced population as accurately as possible, a list of raced individuals was randomly generated from the data described above using the statistical software R [50] . In addition to having raced, two requirements were set for inclusion in the study: 1. Hair and/or blood samples had to be readily accessible from the pedigree registration authorities in either Norway (Department of Basic Sciences and Aquatic Medicine, Norwegian University of Life Sciences) or Sweden (Animal Genetics Laboratory, Swedish University of Agricultural Sciences) 2. Sufficient sample material had to be available to ensure DNA quality standards would likely be achieved. The first 661 horses on the list that met these criteria were included in the study. Average relatedness within the selected group, estimated using the genetic software Contribution, Inbreeding, Coancestry, was 0.16 (interquartile range [IQR] 0.11-0.18) [51] .
DNA isolation
Deoxyribonucleic acid was prepared from the hair roots using a standard hair-preparation procedure. Briefly, 186 μL Chelex 100 Resin (Bio-Rad Laboratories, Hercules, CA) and 14 μL of proteinase K (20 mg/mL; Merck KgaA, Darmstadt, Germany) were added to the sample. The mix was incubated at 56°C for 2 h and the proteinase K was inactivated for 10 min at 95°C. For DNA preparation from blood samples, 350 μL of blood was used and isolated on the Qiasymphony instrument using the Qiasymphony DSP DNA mini kit (Qiagen, Hilden, Germany). A summary of the final horses selected for genotyping is shown in Table 1 .
Genotyping and quality control
Prior to quality control (QC) the data set consisted of individuals genotyped using the 670 K Axiom Equine Genotyping Array (n = 570) and the 670 K+ Axiom Equine Genotyping Array (n = 91). The data from the two arrays were subsequently merged based on SNP name, chromosome, and position, yielding a combined SNP data set of 611,888 SNPs for 661 horses. Iterative QC was then performed with the GenABEL package in R to remove poorly genotyped and noisy data using the following thresholds: minor allele frequency (MAF) (< 0.5%), missing genotypes per single nucleotide polymorphism (SNP) (> 5%), missing SNPs per sample (> 15%), and Hardy-Weinberg equilibrium (HWE) (first QC p < 1e − 10 ; second QC FDR < 0.2) [50] .
Phenotyping
Pedigree and performance data for the 661 genotyped horses were structured for analyses using custom scripts written in Perl v5.20.1. Sex classifications were based on the official sex of the horse at the end of the study. Number of career starts was defined as the total number of competitive races for each individual (i.e. premie and qualification races were excluded). Number of gallops (NG) was defined as the total number of competitive races in which the horse was recorded as galloping at some point during the race. Career earnings (CE) were calculated as the total amount of prize money won for each horse as of 8 February 2017. Prize money won in Sweden (SEK) was converted to Norwegian currency (NOK) based on the average exchange rate for the year in which the race occurred [52] . Horses having participated in only premie or qualification races were given a value for career earnings of − 1 NOK in order to distinguish them from horses that had zero career earnings, despite having raced competitively. Best km time (BT), independent of starting method, was defined as the fastest average km time for a competitive race in which the horse was not recorded as galloping during the race (i.e. races in which a horse galloped, regardless of if the horse was disqualified, were excluded).
Genome-wide association analyses
Genome-wide association (GWA) analyses were performed using the GenABEL package in R [50] . The package was used to compute an autosomal genomic kinship matrix as well as perform standard K-means clustering. K-means clustering with K = {1,2,…,10} were executed to determine the number of clusters (subpopulations). For each iteration, the sum of within-cluster sum of squares (∑WCSS) was calculated and subsequently plotted vs. K. To define the subpopulations, the number of clusters corresponding with the first inflection point (K = 3) was chosen [53] . The multidimensional scaling (MDS) plot yielded no apparent outliers and a visualization of the genomic-kinship matrix and subpopulations using MDS can be seen in Fig. 1 .
To account for any population stratification, genomewide association analyses of CE, BT, and NG were performed using a mixed model-structured association approach ("mmscore" function with the "strata" option in GenABEL). Preliminary analyses indicated significant effects of sex, birth year, and number of career starts on all three traits. Country of birth was also shown to influence CE. As a result, sex, birth year, number of career starts, and country of birth were included as co-variants in the final analyses accordingly. Genome-wide significance for each of the analyses was determined by Bonferroni correction (p < 1.39 × 10 − 7 , corrected for total number of SNPs post QC) while a "suggestive" genome-wide significance threshold was also set at 1.0 × 10 − 5 . Manhattan and quantile-quantile plots were generated in R while the extent of linkage disequilibrium (LD) was estimated by calculating r 2 values between all pairs of SNPs with inter-SNP distances of less than 1 Mb using PLINK v1.09 (http://zzz.bwh.harvard.edu/plink/). The effB in the GenABEL result was regarded as the allele substitution effect and the proportion of phenotypic variance explained by each significant SNP was estimated as follows:
Where p and q are the allele frequencies, β is the estimated allele substitution effect, and S 2 is the sample phenotypic variance. Stepwise regressions were then performed to estimate the total proportion of phenotypic variation explained by the multiple genome-wide associated SNPs (before and after pruning at r 2 > 0.2; PLINK GWA Genome-wide association command -indep-pairwaise 100 25 0.2) for each trait using the lm function in R [50] . The bioinformatics database Ensembl (http://www.ensembl.org/) was used for candidate gene screening. Genomic coordinates of genome-wide significant and suggestive genome-wide signficant SNPs +/− 500 kb were used as inputs to generate a list of annotated genes using the Ensembl Biomart function. The PANTHER Classification system was then used to obtain an overview of the biological processes, molecular functions, and pathways known to be affected by these genes [54, 55] .
Results
Following QC, 359,635 autosomal SNPs and 642 horses were available for association analyses. Of these individuals, 29 had only participated in non-competitive premie and/or qualification races. Initial association analyses with CE, combined with the vast array of reasons known to prevent a horse from competitive racing suggested the exclusion of these horses would help to reduce noise in the final analyses. As a result, only 613 horses, representing 120 sires (interquartile range [IQR] 1-5) and 547 dams (IQR 1-1), were included in the final GWA analyses (Table 1) . Descriptive statistics for CE, BT, and NG in the final sample are presented in Table 2 . Both CE and NG were not normally distributed and were subsequently log transformed for the GWA analyses. The extent of LD decayed faster across the final sample of horses with mean r 2 dropping below 0.20 by 3 kb (Additional file 1). The GWA analysis of CE yielded multiple genome-wide significant SNPs (p < 1.39 × 10
, with the majority of these SNPs residing on Equus caballus chromosome (ECA) 6 ( Fig. 2 ; Table 3 ; Additional file 2). Analyses of both BT and NG failed to result in genomewide significant SNPs. However, two regions of interest were apparent based on the presence of slight peaks on ECA17 and ECA23 in the resulting Manhattan plots ( Fig. 3 ; Additional file 2). Genome-wide significant SNPs for CE, suggestive genome-wide significant SNPs for BT and NG, and the nearest genes are shown in Table 3 . The most significant SNP was detected at the 20,006,740 position on chromosome 28 (AX-104828170, p = 9.01E-10) Fig. 1 Visualization of multidimensional scaling, stratified by country of birth and subpopulation, performed on the genomic-kinship matrix and presented an estimated allele substitution effect of − 7079.46 NOK. The favourable allele appeared to be the T allele, with each C allele resulting in a negative effect on CE. Despite the fact that the frequency of the T allele was 98.2% and the frequency of the C allele was only 1.8%, the percentage of phenotypic variance explained by this SNP was 3.85%. The 32 SNPs in total were estimated to explain 18.34%, 18.71% and 33.17% of the variation for CE, NG and BT, respectively, in the population studied. Consequently, after LD pruning, only 17 SNPs remainedexplaining 14.17%, 18.38% and 33.13% of the variation for CE, NG and BT, respectively (Table 3) . Overall, 378, 144, and 23 candidate genes identified were associated with known biological processes, molecular functions, and pathways, respectively (Figs. 4, 5 and 6; Additional file 3).
Discussion
Knowing where, why, and how genes and athletic prowess intersect in a racehorse has long been the goal of countless researchers, veterinarians, breeders, trainers, and owners . While great strides in this area have recently been made for gallop racing horses, similar advancements for harness racing horses have been limited . Using the NSCT, the current study explored the genetic background for athletic prowess in a harness racing horse by performing GWA analyses and functional classification for three traits associated with harness racing success. These analyses resulted in a total of 32 SNPs of interest with 9 demonstrating genome-wide significance and 13 residing in genes. Subsequent functional classifications went on to provide further support of the complexity of harness racing success with several candidate genes involved in neurological, metabolic, and musculoskeletal regulation identified. Since a gene can be declared as a candidate gene if at least 1 out of the 4 following characteristics are present: 1) the gene has a known physiological role in the phenotype of interest, 2) the gene affects the trait in question based on studies of knockouts, mutations, or transgenics in other species, 3) The gene is preferentially expressed in organs related to the quantitative trait, or 4) the gene is preferentially expressed during developmental stages related to the phenotype, a large fraction of the genes identified in the current study can plausibly be considered as candidate genes [56] . As a result, the following discussion prioritizes genes that contained variants with significant or suggestive associations with our traits of interest. The rationale for this prioritization is simply that for associated variants that reside outside of annotated genes, it is in general more difficult to determine which gene(s) the variants act on.
Glutamate ionotropic receptor NMDA type subunit 2B (GRIN2B)
Two genome-wide significant SNPs associated with career earnings were located in the GRIN2B gene, a gene also identified in a previous study exploring pacing ability in Icelandic horses [57] . The gene has been shown to be involved in neural regulations in humans and laboratory species with mutations in the gene having been associated with neurodevelopmental disorders [58] [59] [60] . Considered to be an important factor for learning and memory, one can only speculate as to its association with career earnings in a harness racing horse. However, horses with a greater capacity to learn and adapt to the highly variable nuances of harness racing would conceivably be more likely to achieve racing success. On the other hand, the gene's association with attention-deficit/hyperactivity disorder in humans suggests that perhaps certain horses lack the ability to focus on racing and training, thereby preventing or at least hindering their racing performance [61] .
ATPase copper transporting beta (ATP7B)
A single suggestive genome-wide significant SNP associated with best time was located in the ATP7B gene on ECA17. The gene encodes a protein that functions as a monomer, exporting copper out of cells. Excess copper can cause serious toxicity with the process of excess copper disposal relying heavily on ATP7B [62, 63] . Over 500 mutations have been identified in the gene, 380 of which are considered to be disease causing mutations [64] . Elevated levels of copper in the body often result in muscle stiffness with acute muscle stiffness prior to a race having the potential to affect individual performance and chronic muscle stiffness likely to impact a horse's conditioning, trainability, and overall capacity for speed [62, 63] .
Potassium channel regulator (KCNRG)
The KCNRG gene on ECA17 was also identified by two SNPs demonstrating suggestive genome-wide significance for best time. The gene encodes a protein which regulates the activity of voltage-gated potassium channels with a study using songbirds suggesting potassium channels to be lineage specific [64, 65] . The same study also revealed that apart from broad expression in the brain a subset of potassium channel genes are selectively expressed, with the authors hypothesizing that the KCNRG gene may be associated with learning [65] . Although no previous studies of racehorse performance have specifically identified KCNRG as important for racing success, a large conserved haplotype on ECA17 has been advocated to have selective importance in Thoroughbreds and closely related breeds [4, 66] . Also of note is the role voltage-gate potassium channels play in Hyperkalemic periodic paralysis (HYPP), a genetic disorder predominantly seen in Quarter Horses. The condition, caused by a mutation in the sodium voltage-gated channel alpha subunit 4 (SCN4A) gene, manifests intermittently with clinical signs ranging from muscle fasciculation to signs of paresis [67] [68] [69] [70] . Hyperkalemia, a term used to describe abnormally high levels of potassium in the blood, is often seen during or immediately after an attack. Voltage-gated potassium channels are thought to remain open, allowing continual potassium efflux, thereby promoting an open sodium channel configuration. As a result, an HYPP attack can be triggered or an already occurring attack can increase in severity [67, [70] [71] [72] . Horses with HYPP also tend to possess hypertrophic muscles; however, they have been reported as having a reduced tolerance to exercise with relatively more lactate being produced during exercise [73, 74] .
Phosphatidylinositol-4-phosphate 5-kinase type 1 beta (PIP5K1B)
A single suggestive genome-wide significant SNP associated with best time was also located in the PIP5K1B gene on ECA23. Three widely expressed isoforms of PIP5K1 are responsible for the regulation of the major pools of cellular phosphatidylinostitols in mammalian tissues, with PIP5K1B negatively regulated in response to oxidative stress [75, 76] . Neurite outgrowth, a critical process for neuronal development, has also been shown as negatively regulated by PIP5K1A [77] . Since the current study is the first to suggest an association between PIP5K1B and racing success, understanding the roles PIP5K1 isoforms have on a horse's capacity for speed remains a task for future studies. However, genes that influence cell differentiation processes, such as endocytosis, assuredly contribute in some way or another to the physical limitations and overall performance of any racehorse.
Dedicator of cytokinesis 8 (DOCK8)
Perhaps the most obvious candidate gene for harness racing success in the current study was DOCK8. Five suggestive genome-wide significant SNPs indicated the importance of DOCK8 to a horse's best time, with 4 of the SNPs located in the gene. Mutations in DOCK8 result in a form of hyper-IgE syndrome; however, loss or mutations of DOCK8 have also been associated with intelligence and motor retardation [78] [79] [80] [81] [82] [83] . While the importance of intelligence in a racehorse has been briefly discussed above, in the case of DOCK8 the significance of the gene may lie with its link to motor skills. DOCK8 is not only located on ECA23, the same chromosome as DMRT3, but multiple studies have hypothesized some sort of commonality or overlap between DMRT-(1,2,3) gene effects and DOCK8 [22, 82, 84] . Despite the established association between DMRT3 and harness racing performance, additional research of DMRT3 in horses strongly suggest that the mutation is unlikely to be the single cause of gaiting ability [22, 53, [85] [86] [87] [88] . Therefore, it is conceivable that DOCK8 also significantly contributes to gaiting ability, ultimately playing some role in a harness racing horse's propensity to exhibit speed at trot or pace.
Phosphodiesterase 3A (PDE3A)
The protein encoded by the PDE3A gene, a gene on ECA6 in which a single genome-wide significant SNP associated with career earnings is located, plays a critical role in cardiovascular function [89] [90] [91] . The encoded protein regulates vascular smooth muscle contraction and relaxation and has been linked to familial hypertension, cardiovascular disease, and fertility [89] [90] [91] [92] . Healthy cardiovascular function is important for racing success as the act of racing undeniably requires a higher than resting-level of oxygen to support the horse's increased muscle activity. A mutation in the PDE3A gene that ultimately alters cardiovascular function could potentially prevent a horse from meeting the higher metabolic demands of racing, thus decreasing his/her chances of winning and limiting his/her career earnings. On the contrary, an advantageous mutation in the gene could allow some horses to perform at an even greater cardiovascular level, increasing their likelihood of winning races and earning more prize money.
Inositol polyphosphate-5-phosphatase D (INPP5D) & SRYbox 5 (SOX5)
Also identified by single genome-wide significant SNPs on ECA6 were the INPP5D and the SOX5 genes. The INPP5D gene is an important regulator of immune cell signaling, while the SOX5 gene is involved in embryonic development and has been associated with multiple human diseases and disorders [93] [94] [95] [96] [97] [98] [99] . Moreover, both genes have been suggested as important in B cell activity indicating that their association with career earnings in the current study may be rooted in the immune response of a horse [95, 100] . However, mutations in SOX5 have also been theorized to disrupt neuronal development and function [101, 102] .
Other candidate genes
Regions on ECA1, ECA7, and ECA16 have also previously been described as important for endurance performance traits, while regions on ECA14 and ECA18 associated with gallop racing in other studies do not appear to play a significant role in harness racing [4-8, 10-15, 19-21, 39, 66] . This likely suggest a greater demand for endurance in harness racing compared to gallop racing and is perhaps a sign of the different physiological demands for speed in trot versus speed in gallop. Candidate genes for harness racing success in the current study were also identified on ECA1, ECA2, ECA6, ECA7, ECA16, ECA17, ECA23, ECA25, ECA28, ECA29, and ECA31. However, it is important to note that the MAF threshold applied in the current study is slightly lower than is generally accepted. Although this may have inadvertently resulted in some SNP associations being simply by chance, it is also plausible that the lower MAF threshold allowed for the capture of candidate genes/ regions that are perhaps the difference between an elite horse and a very, very good horse. Racing performance is undoubtedly complex and the unique history of the NSCT, being a blend of draught horse and racehorse, means that rare variants cannot be ruled out purely because they are rare -particularly when one considers the rarity of an elite racehorse. While not all candidate variants/genes are discussed above, the results of the current analyses clearly suggest that different molecular and cellular events mediate adaptive processes in the neuromusculoskeletal system in response to exercise. High intensity exercise (e.g. racing) is known to be associated with significant physiological adaptations in the neuromuscular system in equine athletes with prolonged and intense exercise potentially resulting in oxidative damage to cellular constituents [103] . Moreover, the importance of the central nervous system (CNS) as a critical "central governing" factor in sporting performance has been previously documented in endurance horses with exercise shown to induce several biological processes that regulate neurological functions that help to maintain good mental health [104] . Our results add to this line of thought, providing further evidence that genes involved in neural regulations (e.g. GRIN2B) likely play an important role in controlling the fundamental biological processes underlying adaptation to equine athletic performance.
Conclusions
After strict Bonferroni correction, 9 genome-wide significant and 23 suggestive genome-wide significant SNPs associated with harness racing success were identified. These SNPs were located on ECA1, ECA2, ECA6, ECA7, ECA16, ECA17, ECA23, ECA25, ECA28, ECA29, and ECA31 with eight genes (GRIN2B, DOCK8, ATP7B, KCNRG, PIP5K1B, PDE3A, INPP5D, SOX5) suggested as strong candidate genes for harness racing success. Apart from the physical attributes required to achieve racing success, multiple candidate genes identified in the current study also advocate learning ability and memory as critical to success. However, further analyses of these genes based on additional genetic and functional studies are required to explore this notion in greater detail. Moreover, future studies should also consider a validation study with an independent population as well as sequencing of candidate genes to better identify causal alleles. 
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